[Abstract] Staphylococcus aureus has a quorum sensing system to regulate expressions of various virulence factors, which is exerted by the agr locus encodes agrBDCA and a regulatory RNA called RNAIII. AgrB, AgrD, and AgrC proteins are involved in producing and recognizing extracellular quorum sensing molecule and transduces the signal to the phosphorylation status of AgrA, which is a positive transcription factor to regulate cytolysin genes as well as the RNAIII gene.
Note: For details of SDS-polyacrylamide gel electrophoresis, please see Kaito et al. (2013).
7. Dip the Gel in a buffer (10 mM CAPS, 20% methanol) for 10 min. Treat PVDF membrane with methanol for a few seconds and dip it in a buffer (10 mM CAPS, 20% methanol). Set the gel, membrane, and buffer (10 mM CAPS, 20% methanol) using Wet/Tank Blotting Systems and transfer the proteins from the gel to a PVDF membrane at 150 mA for 3 h at 4 °C.
8. Treat the membrane with 10 ml blocking buffer (TBST containing 5% Easy Blocker) in a plastic container at room temperature with gentle agitation for 1 h.
Note: The use of Easy Blocker is essential to decrease the reactivity of IgG against protein
A in the samples. 
